KRV(CT) 9 , YG(CT) 9 , YG(GA) 9 and YG(CA) 9 . Amplifications were carried out in a PTC-100 ® (MJ Research) thermocycler programmed with a touchdown cycle, with an initial step at 94°C (2 min), followed by 94°C (20 s), 68°C (30 s) and 72°C (2 min). The annealing temperature decreased 1°C for each of the subsequent 12 cycles, followed by 22 cycles at 94°C (20 s), 55°C (30 s) and 72°C (2 min), with a final extension at 72°C (5 min). Amplification of ISSR markers was conducted in 25 µl volumes consisting of 1×NH 4 reaction buffer (16 mM (NH 4 ) 2 SO 4 ; 67 mM Tris-HCl, pH 8.8; 0.1% Tween-20), 1 µM primer, 0.2 mM of each dNTP, 5.2 mM MgCl 2 , 0.75 U Taq DNA polymerase (Bioline), and 20 ng of genomic DNA. The ISSR fragments amplified were ligated directly into the plasmid and sequenced. The analysis of these sequences revealed that all of them contained a microsatellite at the 3' and 5' ends of the insert, and 14 of them had internal microsatellites. These results indicate that the ISSR technology is effective and applicable to the development of microsatellite markers for Solen marginatus.
Four primer pairs were designed from the enriched library and four other pairs from the ISSR fragments using the software OLIGO (Table 1) . Allelic variation was assessed in 20 individuals of Solen marginatus and PCR conditions for each locus were determined with a gradient thermocycler over a range of temperatures between 45 and 65°C. The PCR amplifications were conducted in 25 µL reactions that included a mixture containing 20 ng genomic DNA, 1× Roche Taq PCR buffer (10 mM Tris-HCl, pH 8.3; 50 mM KCl), 0.2 µM each of forward and reverse primers, 0.2 mM of each dNTP, 2-2.4 mM MgCl 2 , and 0.75 U Taq DNA polymerase (Roche). Conditions for PCR included: 94°C (2 min), followed by 30 cycles at 92°C (1 min), 60°C (1 min), and 72°C (30 s) with a final extension step at 72°C (10 min).
We used an Agilent 2100 Electrophoresis Bioanalyzer to analyse microsatellite polymorphism revealing the number of heterozygotes. This instrument is equipped with a fluorescence detection system that leads to high detection sensitivity, and the DNA sample size is estimated by comparison with standards (Panaro et al., 2000) . This analysis allowed us to discard microsatellite primer pairs that yielded no amplification or monomorphic fragments for further studies. However, we detected variation of about 5% in the sizing of fragments between different runs of the same PCR reaction as previously described by Hierro et al. (2004) ; therefore, the ranges of allele sizes should be considered approximations. This work was funded by a Xunta de Galicia grant (PGIDT03MA10301PR). This research was also supported by a predoctoral fellowship from Xunta de Galicia awarded to M.V. 
